Enzymatic reaction of substrates and analysis of products
Each reaction mixture contained 20 mM substrate, 40 µM enzyme in 100 mM KPi buffer, pH 7.5 (final reaction volume was 0.4 mL). The reaction was performed in a closed 4 mL glass vial at 35 °C during 24 or 48 h. After that, the reaction was diluted by adding 100 μL of D 2 O (20% v/v) and the product was analyzed by 1H NMR without further purification. Yields were determined based on 1H NMR. All the reactions were done in duplicates. The control reaction was performed under the same reaction conditions without adding alcohol oxidase.
